Figure S1. Effect of MEHP on VCT viability. (A) Representative images of VCT and ST nuclei immunostained with an anti-cytokeratin 18 (cCK18, magenta) antibody (an early marker of apoptosis), and then counterstained with DAPI (blue) as described in (Degrelle et al. 2017a). After 16 h of culture, VCTs were treated for 48 h with MEHP (0.1, 1, or 10 µM) or 1 µM of PPARγ agonist (GW1929) or antagonist (GW9662). After 72 h of culture, cells were fixed and subjected to immunolabeling. Scale bar: 20µm. (B) Effect of DMSO vehicle on VCT viability, cytotoxicity, and apoptosis as determined by ApoTox-Glo Triplex Assay (Promega). Cells were treated with DMSO for 24 h (white bars) or 48 h (black bars). The percentages were determined by comparing the fluorescent or luminescent signal of vehicle-treated cells (DMSO treatment) to that of the not treated cells. Values are presented as mean ± SEM (n=5, in triplicate). Statistical analysis was performed using paired t-test compared to control (not treated cells). MEHP Mono-2-ethylhexyl phthalate, PPARγ: Peroxisome proliferator-activated receptor gamma, VCT: Villous cytotrophoblast, ST: Syncytiotrophoblast.
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. Effect of MEHP on PPARγ mRNA and protein expression. After 16 h of culture, VCTs were treated for 48 h with MEHP (0.1, 1 or 10 µM) or 1 µM of PPARγ agonist (GW1929) or antagonist (GW9662). After 72 h of culture, (A) mRNA expression of PPARγ was determined using real-time qPCR. For normalization, 18S, HPRT, SDHA, and RPLP0 were used as endogenous controls (qBase+, Biogazelle) . The data are expressed as the relative mean + SD of values (n=5). (B) Representative image of Western blots. Proteins (50 μg) were loaded in 4-12% Tris-Bis gradient gels and blots were probed with monoclonal anti-PPARγ. Protein levels were calculated by densitometry using ImageJ. Values are presented as mean + SD of the densitometric value relative to actin and normalized to vehicle control (n=3). Statistical analysis was performed using paired t-test compared to vehicle control; *p<0.05, **p<0.01, ***p<0.001. MEHP Mono-2ethylhexyl phthalate, PPARγ: Peroxisome proliferator-activated receptor gamma, VCT: Villous cytotrophoblast, ST: Syncytiotrophoblast.
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